Background: Pseudorabies virus (PRV) is an alphaherpesviruses whose native host is pig. PRV infection mainly causes signs of central nervous system disorder in young pigs, and respiratory system diseases in the adult.
Background
Pseudorabies virus (PRV), is a member of the alphaherpesvirus subfamily and has multiple closely related family members, such as the herpes simplex virus1 (HSV-1), varicellovirus (VZV), avian herpes viruses, bovine herpesviruses (BHV-1), equine herpesviruses (EHV-1 and EHV-4), feline herpesvirus type 1 and canine herpesvirus type [1, 2] . Thus PRV has served as a useful model organism for the study of herpesvirus biology [1] . Owing to its remarkable propensity to infect synaptically connected neurons, PRV is also studied as a "live" tracer of neuronal pathways [1] . Finally, while vaccination strategies to eradicate PRV in the United States and Europe have shown great progress, they fail to eradicate completely viral infection from a population. Thus outbreaks in swine populations result in substantial economic losses. These include restrictions on animal movement and trade for affected countries, with disease and infection control measures increasing production costs owing to antibody testing, vaccination programs and extra labor.
Although PRV has been widely studied (especially its agricultural impact, its viral pathogenesis, its molecular biology, its use as a neuronal tracer, and in DNA vaccine exploration [1] ) how the native host responds globally after infection with wild type PRV is still poorly understood. Clinically, infection in older pigs ranges from asymptomatic to severe respiratory disease but with limited mortality. Young piglets exhibit more serious clinical signs and often succumb to fatal encephalitis preceded by typical behaviors consistent with infection of the central nervous system. In recent years, microarray technology has proven useful to assess the cellular transcriptional responses to herpesvirus infections in human and mouse cell lines [3] [4] [5] . It has been used to study host gene expression after PRV infection of rat embryo fibroblasts [5] , and the central nervous system (CNS) in rodent brain at various times post infection in vivo [6] . However few porcine genome-wide expression studies have been published. Most experiments have used 'in-house' cDNA arrays to study transcriptional events in pig tissues, such as the stress-genes related to early weaning of piglets [7] . The down side of these cDNA-based clone libraries is that the genes represented on the array are often very focused on a given biological system or process and lack a whole genome overview.
In this study, piglet samples were hybridized onto an Illumina Human Refset Chip (Illumina Inc. San Diego), corresponding to 23,000 transcript probes. This cross-species comparison potentially allows the study of the whole transcriptome. There are now porcine arrays available from commercial suppliers (e.g. Affymetrix and Qiagen), but these are not all representative of the entire pig genome and were not widely available at the time of this study. In the absence of a comprehensive species-specific array deeper interrogation of the pig gene complement was afforded by the use of the better annotated human geneset. Although the use of this approach can only be partially informative when there are no confirmed pig orthologues in the public databases, we have identified host cellular genes whose mRNA levels change during natural PRV infection of piglet brain and lung. The resulting data define key pathways of host-gene expression that characterize the host response to an acute central nervous system (CNS) and respiratory infection.
Methods

Experimental pigs and housing
The experimental animals were sourced from an outbreak of PRV that occurred in the farrowing house of a local commercial farmer due to a reduced level of protection via maternal antibody. Clinical signs were described as follows: suckling piglets were listless, febrile, and uninterested in nursing. Within 24 h of exhibiting these clinical signs, some piglets progressively developed indications of central nervous system infection including trembling, excessive salivation, lack of coordination, ataxia, and seizures. Infected piglets sat on their haunches in a "doglike" position, lay recumbent and paddled, or walked in circles. The appearance of the dissected organs in selected piglets was typical of PRV infection: bleeding in meninges, oedema in the brain, bleeding spots in the lung and on the adenoids [1, 8] .
Three strict criteria were imposed for the selection of piglets included in this study: 1) piglets exhibited the typical clinical signs described above; 2) piglets exhibited the expected pathology, especially in brain and lung; 3) virus isolation, antibody identification or detection of viral antigen-positive tissues were used to confirm the organic infection by PRV, and diseases including Swine Fever (SF), Porcine Reproductive and Respiratory Syndrome Virus (PRRSV) and other potential bacterial infections which could be clinically and pathologically confused with PRV infection were excluded by viral antigen, antibody identification and PCR detection.
Six piglets aged from 2 to 4 days (commercial breed Landrace X Yorkshire) which were infected by PRV but not by the other tested diseases (see above) and 3 healthy piglets (not infected, and negative for all tests under the strict criteria used above), matched for age and breed from the same farm were used in this experiment. All experiments were carried out in strict accordance with accepted HuaZhong Agricultural University, China and governmental policies.
Microarray experimental design
Total mRNA samples from the brains and lungs of the 3 normal piglets were pooled for the reference mRNA. Ten independent RNA samples (6 biological replicates for brain and 4 biological replicates of lung) from the 6 infected piglets were paired with the reference sample for hybridization on two-color microarrays. Using a dye-swap configuration, comparing each sample provides technical replicates to adjust for dye bias [9] . A total of 20 slides were used in this study.
RNA purification
Total mRNA was prepared using Qiazol reagent (Qiagen, Crawley, West Sussex, UK) following the manufacturer's instructions. A second purification step was performed immediately post extraction on the isolated total mRNA using the RNeasy Midi kit (Qiagen Inc., Valencia, CA) and each sample was treated with DNase (20 U of grade I DNase; Roche, Lewes, UK) to remove any genomic contamination following the manufacturer's instructions. With a cut-off of 150 bp, 5S rRNA and tRNAs were removed from the samples by the columns, limiting interference in downstream experiments. RNA concentration and integrity were assessed on the Nanodrop ND-1000 spectrophotometer (Nanodrop, USA) and on the Agilent 2100 bioanalyzer system (Agilent Technologies, Palo Alto, CA), using an RNA 6000 Nano LabChip kit.
SMART amplification and labeling of the samples
The extracted RNA was amplified using the SMART amplification protocol (BD Smart TM Amplification Kit, UK) and labeled with cy5 or cy3 using Klenow enzyme as described by Petalidis et al 2003 [10] with two modifications; (a) a constant number of 14 cycles was used, and (b) for the labeling step, 1 μL of Cy3 or Cy5-dCTP was used with 22 μL (250 ng) of second strand cDNA. The labeled products were purified using G50 columns, according to manufacturer's instructions (Amersham Biosciences, UK). Labeled samples were combined and precipitated for at least 2 hours at -20°C with 2 μL of human Cot-1 DNA, 1 μl PolyA (8 μg/μl), 1 μl yeast tRNA (4 μg/ μl), 10 μl Na acetate (3 M, pH5.2) and 250 μl 100% ethanol.
Microarray hybridization and scanning
The labeled product was re-suspended in 40 μL hybridization buffer (40% deionised formamide, 5 × SSC, 5 × Denhart's, 1 mM Na Pyrophosphate, 50 mM Tris Ph 7.4 and 0.1%SDS) and hybridized onto a microarray slide containing 23,000 human oligonucleotides (Illumina Inc. San Diego), printed in-house on to Codelink slides using a BioRobotics Microgrid II arrayer. After over-night hybridization of the slides at 48°C in a water bath, they were washed in 2 × SSC, 0.1 × SSC, 0.05% Tween 20, and 0.1 × SSC sequentially for 5 min each and scanned using an Axon 40001A scanner. Signal quantification was performed using Bluefuse software (2.0) (BlueGnome, Cambridge, UK).
Analysis of the data
Data exported from Bluefuse was analyzed using the R package http://www.r-project.org/ library FSPMA [11] , which is based on the mixed model ANOVA library YASMA [12] . Expression values in both channels were converted to log ratios and normalized by subtracting a M/A (i.e. log ratio/log amplitude) loess fit and adjusting the within-slide scale of the data. The ANOVA model used a nested design with spot-replication (1) as the innermost effect, nested inside biological replication (6 for brains; 4 for lungs), with dye-swap (2) as the outermost effect. Spot-replication was considered to be a random effect and biological replication and dye-swap fixed effects. Genes were considered to be up or down regulated, if the average channel log ratios relative to the control were found to be highly significantly different from zero, using a p-value threshold of 0.05. The p-values were calculated within the ANOVA model, using FSPMA's VARIETY option and a correction for multiple comparisons by false discovery rate. This analysis takes into consideration the variance across samples and excludes those genes with a high level of variance. We can, therefore, be confident that the smaller fold changes observed are real.
70-mer human oligonucleotide sequences from differentially expressed probe sets with a p-value < 0.01 were used to BLAST search pig sequences in the public databases http://www.ncbi.nlm.nih.gov/BLAST/ including Unigene and ESTs [13] . For matches to Unigene clusters, Homologene was used to indicate orthology to the human probe sets. With novel ESTs, pig data were matched against the human genomic and transcript database to confirm that the best matches were to orthologous sequences. Hits were considered to be reliable if there was a putatively orthologous match of 60-70 bp, and oligonucleotides with fewer matches, in the range of 50-59 bp, were also selected if p-values were significant in this study. Probe sets that could not be verified by BLAST as described above are not reported in this paper. Analysis of the signal intensity distribution of the cross-species hybridizations for both the lung and brain experiments showed a normal distribution similar to that obtained when homologous human RNA is hybridized to the chip. The proportion of the approximately 23K probes showing a signal greater than 100 signal value (i.e. above background) in the crosshybridization is 22,300 from the 22,800 probes on the chip (~97%). The microarray data (accession number E-MEXP-2376) is available through ArrayExpress.
Functional annotation of gene expression data
In order to understand the biological phenomena studied here and reduce the interpretive challenge that is posed by a long list of differentially expressed genes. Onto-Express was used to classify our lists of differentially regulated genes into functional profiles characterizing the impact of the infection on the two different tissues http://vor tex.cs.wayne.edu/ontoexpress/ [14] . Initial analysis used the non-filtered dataset, i.e., all differentially regulated probe sets against the full human oligonucleotide geneset. We then looked at differentially expressed probes (p-value < 0.01) identified from our microarray analysis, and statistical significance values were calculated for each category using the binomial test available in OntoExpress [15] . This makes no assumptions about those probesets with good matches to known pig sequences.
However, only those probesets for which we could confidently assume orthology are reported in the tables in this paper. Here we present categories of gene ontology based on a maximum pairwise p-value of 0.05 for the "biological processes". To gain a better understanding of the gene interactions (pathways) involved in the disease, PathwayExpress was also applied to our data. In order to quantify the over/under representation of each category, the library composition has been taken into account in the presentation of the results.
Quantitative RNA analyses using real-time PCR methodology (qRT-PCR)
Quantitative real-time reverse transcriptase polymerase chain reaction (qRT-PCR) analysis using SYBR green and selected primers was carried out following the manufacturer's protocol (QIAGEN, QuantiTect SYBR Green RT-PCR) to confirm the microarray results. All probes and primers were designed using Express Primer 3 software developed by the Whitehead Institute for Biomedical Research. The nucleotide sequences of selected genes were obtained from GenBank, and the primer information is shown in table 1. PSMD2 (primers kindly provided by Ms Gina Oliver and Dr Claire Quilter) was selected for use as the reference gene because it was previously shown to be a good control for pig brain (personal communication from Ms Gina Oliver and Dr Claire Quilter) and was also shown to be one of the most constant housekeeping genes in a human tissue study. Quantitative RT-PCR was performed on 300 ng RNA equivalents in 25 μL/reaction/well on an Icycler (Bio-Rad Laboratories Ltd, USA) (50°C for 60 min; 95°C for 15 min; 40 cycles of 95°C for 15 sec, 58°C for 30 sec and 72°C for 30 sec). For each gene reactions were performed in triplicate to allow statistical evaluation of the data. The average Ct (threshold cycle) was used for the analysis. Relative expression levels were calculated by using the 2 -(ΔΔCt) method as previously described [16] .
Results
Microarray analysis of gene expression profiles in brain and lung Six brain samples and four lung samples were used for microarray hybridization and qRT-PCR, and two of the lung samples were excluded as they were found to be degraded. Table 2 shows the number of differentially expressed human probe sets initially identified in brain and lung tissues (p-value < 0.01 and p-value < 0.05). Based on BLAST analysis, those probes with putative pig gene homologues have been considered for further analysis and numbers are shown in table 2. This avoids making assumptions about other probes that detect expression changes but have weaker matches to pig ESTs. Most probes with porcine homologues remained unchanged, and few showed a reduction in transcription level by microarray analysis. For example, expression of only 4 (60-70 bp human match category) and 1 (50-59 bp human match category) were decreased in infected lung tissue (p-value < 0.01). In contrast, a large number of host transcripts were induced in response to wild type PRV infection (table 2) . Here we identified 120 and 866 upregulated transcripts in brain and lung (p-value < 0.01) with pig: human matches ≥ 60 bp, and 42 and 259 genes with matches of 50-59 bp for further gene ontology and pathway classification (table 2) .
Of the transcripts with matches ≥ 60 bp, 76, corresponding to 74 unique pig gene homologues, are up-regulated in common between the two tissues and are listed in Additional file 1. Forty-four probe sets corresponding to 41 unique pig gene homologues with matches of 50-59 bp also displayed increased expression in both tissues after infection by wild type PRV (Additional file 1).
Gene Ontology and bioinformatics analysis
To characterize the sets of functionally related genes that are differentially expressed between the infected and uninfected group, we used the Onto-Express tool to classify up-regulated genes in each tissue according to their biological process. Table 3 summarizes the largest classes identified on the basis of biological process. Twelve defined biological processes with matches ≥ 60 bp, and 10 with matches of 50-59 bp, are observed in brain at least two fold more often than expected. In comparison, 9 processes with matches ≥ 60 bp, and only 4 with matches of 50-59 bp are over-represented in lung, although the total number of up-regulated genes in lung is more than that in brain tissue (table 2) .
Pathways affected by wild-type PRV infection in brain and lung
One indication that the observed transcript differences (pvalue < 0.01) may have biological relevance is that sets of genes in known pathways show coordinated regulation. Accordingly, the functionally classified genes were mapped to known cellular pathways. Fifteen pathways with at least five times the expected number of genes (matches ≥ 60 bp) have been highlighted with pathwayexpress in the infected brain. Interestingly, most of them belong to neurodegenerative disorders, nervous system and immune system pathways. Twelve pathways (including the calcium signaling pathway, the phosphatidylinositol signaling system and the TGFβ signaling pathway) with at least five times the expected number of genes (matches of 50-59 bp) were also highlighted in the infected brain. However only 4 pathways (ubiquitin mediated proteolysis and prion disease, matches ≥ 60 bp; ALS and mTOR signaling pathway, matches of 50-59 bp) showed at least five times the expected number of genes in the infected lung (table 4) . Interestingly, ubiquitination of PRV glycoproteins for vaccination has been shown to be related to decreased cellular immune responses following wild type infection. Additional file 2 lists the details of genes that were assigned to cellular processes, environmental information processes and human disease pathways.
Ten genes up-regulated in both tissues by wild-type PRV infection segregated into known pathways (Additional file 2). Most of them are involved in multiple pathways, such as SPP1 in the immune response pathway, the ECMreceptor interaction and focal adhesion pathway, and FOS and CDC42 in the T cell receptor signaling pathway and MAPK signaling pathway. Moreover, it is also interesting to note that a few genes such as SERPINE1 and LCP2 respond differently in the two tissues studied, and while some of the pathways responding to the infection are ubiquitous, others appear to be tissue specific (Additional file 2).
qRT-PCR analysis for validation of microarray results
In order to verify the data obtained in the microarray experiment, we confirmed the expression profile of 5 selected genes with different patterns of expression: LY96 is differentially expressed in the same direction in both tissues; SERPINE1 is down-regulated in the brain but up-regulated in the lung after infection; CDC42 and AKT1 are significantly up-regulated in lung tissue only, and PIK3R1 is not significantly differentially expressed. Results from real-time quantitative RT-PCR confirmed the direction of expression (up or down-regulated) obtained by microarray analysis in the 5 genes tested (table 1) . The magnitude of the fold change is not the same. This is most probably due to the fact that the array analysis is based on a crossspecies hybridization whereas the RT-PCR has been performed using species homologous primers. It is likely that the RT-PCR analysis reflects more accurately the fold change in expression.
Discussion
The virus replication cycle involves a series of host-virus interactive processes causing changes in expression of cellular genes, and an infected host activates both innate and adaptive immune responses to eliminate the invading virus [17] . The pig is an ideal animal model for studying human diseases, so the identification of pig model biomarkers for viral diseases is an important step towards identification of human counterparts. The identification of biomarkers has already been proposed as a way to create new diagnostic tools for specific microbial infection [18, 19] .
Previous studies have shown the value of using cross-species hybridization [20] . Here, using the Illumina human oligonucleotide Refset in a cross-species study we identified hundreds of probes with expression levels that were altered in brain and lung following wild type PRV infection of young piglets, which typically have more severe clinical manifestations than the adult. In adult pigs one observes mainly, or exclusively, the respiratory symptoms, whereas in piglets and rodent hosts there is invariably invasion of the central nervous system (CNS) [21, 22] : piglets exhibit signs in the form of tremor, trembling and incoordination. Thus piglets permit the potential identification of a wider spectrum of genes involved in the disease processes in different tissues.
Classification of the genes that are differentially expressed in piglet brain into functional groups(Additional file 2) revealed that several genes are also implicated in human neurodegenerative disorders. These include genes in the Several members of the immune response pathways (eg. the B cell receptor signaling pathway, the Fc epsilon RI signaling pathway, natural killer cell mediated cytotoxicity and the T cell receptor signaling pathway) were also transcriptionally regulated by PRV infection in brain. This is in agreement with the results from PRV or HSV-1 infection in primary cultures of rat embryonic fibroblasts [5] . In addition, similar changes to immune response pathway (e.g. antigen processing and presentation, complement and coagulation cascades), cell differentiation and metabolism pathway genes have been described in the host following PRV infection in rat CNS [6] . Our experiment not only identified pathways, but also several genes in common with these previous studies: FOS and LCP2, both involved in T cell receptor signalling pathways; the TGFβ signal transduction pathway components ID4 and THBS4, highlighted in the study of PRV infection of primary cultures of rat embryonic fibroblasts [5, 6] ; and SER-PINE-1, identified in both earlier rat studies. These genes [23, 24] . Finally, a number of members of the TNF receptor family, usually involved in apoptosis, were identified (TNFRSF10, 21, 25, 9, 17, 8, 1α ). This apoptotic pathway was also described in the study of HSV infection of glial cell types [25] . However, the result is interesting as the family member TNFRSF14 has been shown to be involved in some cases of viral entry, but we do not know whether these other family members are involved in viral entry and cell fusion, or only have a downstream role.
Numerous other genes involved in cellular proliferation (YWHAB, BUB1, PCNA, GADD45, MCM7, CDK4, CDK7) and apoptosis (PRKACA, PDCD8, AKT1, PPP3CA), were identified. These pathways were previously described following PRV and HSV infection in several models [5, 25] and might reflect the proliferation of immune cells. A number of other genes differentially expressed in the lung, such as HSPD1, HSPB2, SERPINE-1, are in common with human and mouse models infected by HSV-1 [5, 26] .
Recently, Flori et al [27] have published a time course transcription profiling study (based on the Qiagen 8541 gene porcine oligonucleotide array and a 1789 porcine and PRV cDNA array) investigating both the PRV transcriptome and the host transcriptome responses of PK15 (porcine kidney) cells in culture. This study reports the early down-regulation of many cellular genes in contrast to the data in this paper. This difference most probably arises from the artificial cell culture study where there is a homogeneous cell population, whereas our present study is an in vivo investigation of complex tissues. It is entirely possible that minor tissue cell types exhibit down-regulation of many of the same genes, however, their contribution to the overall signal renders these changes undetectable. This may also explain the differences in gene expression changes for shared genes between lung and brain. In general, fold changes are lower in brain which probably reflects the complexity of cell types in the tissue, not all of which may respond equally to infection. Nevertheless, it is clear that the Flori et al. study has also observed changes in gene expression in the main categories of cellular functions described in this paper; most notably genes involved in immune responses and cell proliferation and apoptosis.
Genetic differences have been reported in the susceptibility to PRV between European Large White and Chinese Meishan pigs, with differences in cell-mediated and humoral immunity, as well as the outward clinical signs in young pigs [28] . In this study we identified several differentially expressed genes located at or close to the QTL regions previously reported. Two genes (CD36 and NPL) up-regulated in the infected brain and lung are located near the SW749 marker, which is associated with changes in body temperature and neurological signs. ETA1 (alias SPP1), which is involved in the recruitment of T-lymphocytes [29, 30] , was up-regulated in both tissues after natural PRV infection, and is linked to the QTL region of chromosome 8. One of the PRV receptors, PVRL3, which is differentially expressed in infected lung, is linked to a QTL on chromosome 13. CLDN7, which is involved with cell communication, was down-regulated in the infected brain and is linked to a QTL on chromosome 13 associated with neurological signs.
Conclusion
By combining the array data presented here with the information from the previous QTL study, it may be possible to identify the best candidates for the clinical features and increased resistance to PRV infection. In addition, further studies and functional analysis of these candidates will broaden the scientific understanding of PRV infection, provide biomarkers to use as diagnostic tools, and may also lead to the development of novel antiviral treatments and/or the application of marker assisted selection for disease resistance. 
